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Vibrio species cause infectious diseases in humans and animals,
but they can also live as commensals within their host tissues.
How Vibrio subverts the host defenses to mount a successful in-
fection remains poorly understood, and this knowledge is critical
for predicting and managing disease. Here, we have investigated
the cellular and molecular mechanisms underpinning infection and
colonization of 2 virulent Vibrio species in an ecologically relevant
host model, oyster, to study interactions with marine Vibrio spe-
cies. All Vibrio strains were recognized by the immune system, but
only nonvirulent strains were controlled. We showed that virulent
strains were cytotoxic to hemocytes, oyster immune cells. By ana-
lyzing host and bacterial transcriptional responses to infection, to-
gether with Vibrio gene knock-outs, we discovered that Vibrio
crassostreae and Vibrio tasmaniensis use distinct mechanisms to
cause hemocyte lysis. Whereas V. crassostreae cytotoxicity is depen-
dent on a direct contact with hemocytes and requires an ancestral
gene encoding a protein of unknown function, r5.7, V. tasmaniensis
cytotoxicity is dependent on phagocytosis and requires intracellular
secretion of T6SS effectors. We conclude that proliferation of com-
mensal vibrios is controlled by the host immune system, preventing
systemic infections in oysters, whereas the successful infection of
virulent strains relies on Vibrio species-specific molecular determinants
that converge to compromise host immune cell function, allowing
evasion of the host immune system.
T6SS | toxin | dual RNA-seq | cytolysis | pathogenesis
Vibrionaceae (hereafter vibrios) are ɣ-proteobacteria ubiqui-tous in oceans and marine coastal environments. They are
free-living or associated with organic particles (sea snows)
and organisms (1), in the latter case establishing a wide range
of mutualistic, commensal, and pathogenic interactions with
their hosts. The partnership between the luminous bacterium
Vibrio fischeri and the Hawaiian bobtail squid Euprymna
scolopes has been used to study mutualistic symbiosis in
animals (2, 3). In contrast, some Vibrio species, including
Vibrio cholerae, cause disease in humans (4). Other Vibrio
species cause disease in wild and farmed marine animals in-
cluding corals, shrimp, mollusks, and fishes, having signifi-
cant ecological and economic consequences (5–7). In this
context, the oyster Crassostrea gigas provides a model for
studying the interactions of Vibrio species with an ecologically
relevant host, specifically to understand their disease-causing
properties (8).
In oysters, maintenance of homeostatic interactions between
the microbiota and host immunity is poorly understood (9),
and can be disrupted by abiotic and biotic factors, including
pathogenic agents. For example, in oysters with Pacific oyster
mortality syndrome, a Herpes virus was shown to cause immune
suppression, enabling microbiome dysbiosis and prolifera-
tion of bacteria such as Vibrio crassostreae (10). This species
and other closely related species of the Splendidus clade
(e.g., Vibrio splendidus, Vibrio tasmaniensis, and Vibrio cycli-
trophicus) have been repeatedly isolated from diseased oysters,
and their virulence confirmed in experimental oyster infections
(11–14).
Most oyster–vibrio interactions have been studied by using a
single strain, V. tasmaniensis LGP32, as a model. This strain is a
facultative intracellular pathogen of hemocytes, oyster immune
cells (15). Several LGP32 genes conferring resistance to reactive
oxygen species (ROS) and heavy metals were shown to be required
for protection against killing by hemocytes (16). Moreover, inside
phagosomes, the LGP32 strain undergoes membrane remodeling
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that confers resistance to host antimicrobial peptides (17). This strain
was shown to be cytotoxic to hemocytes (16), but the mechanisms
causing cytotoxicity remain unknown, and it remains unclear
whether other strains belonging to V. tasmaniensis or to the Splen-
didus clade as a whole are also intracellular pathogens and cytotoxic
to hemocytes. Within the Splendidus clade, virulence is an ancestral
trait that has been lost in several species (12). The ancestrally ac-
quired r5.7 gene, which encodes for an exported protein of un-
known function, is necessary for virulence across the entire
Splendidus clade (12, 14). The r5.7 gene is absent from V. tas-
maniensis, although this species includes virulent strains, sug-
gesting that virulence relies, at least in part, on alternative
mechanisms. Thus, to understand the basis of Vibrio-driven dis-
eases, it is necessary to identify the specific determinants of viru-
lence of the species belonging to the Splendidus clade and their
potential host target(s).
An effective strategy to characterize different virulence path-
ways is to compare the genomes of closely related strains with
potentially distinct virulence mechanisms. Complementary in-
formation can be obtained through global analyses of bacterial
and host transcriptional responses, i.e., dual transcriptomics.
Indeed, bacterial colonization has been shown to have substantial
transcriptional effects on host and microorganisms. Thus, simul-
taneously measuring host and pathogen gene expression by using
dual RNA-seq provides useful insights into the physiological
changes that occur during the course of an infection, as well as the
response of such changes to each other (18), which can be tested by
using gene knock-out experiments.
In the present study, we have characterized the within-host cel-
lular and molecular mechanisms leading to colonization success in
oysters infected with 2 Vibrio species belonging to the Splendidus
clade, V. tasmaniensis and V. crassostreae. By using an integrative
approach, we provide a cellular and molecular description of the
changes occurring in host and bacterial physiologies during the in-
fection. Our results show that all virulent strains from both species
actively repress host cellular defenses by killing hemocytes and
colonize oyster tissues. We have found that the process of
immune evasion and colonization is accompanied by the re-
pression of a series of antibacterial defenses and manipulation of
metal and ROS homeostasis. Interestingly, we have also identified
distinct genetic determinants required for bacterial virulence and
cytotoxicity in both vibrio species. Taken together, our results show
that vibrios have acquired species-specific virulence mechanisms that
converge in a common end, i.e., alteration in key cellular defenses
in oysters.
Results and Discussion
Differential Cytotoxicity of Virulent Vibrio Strains. Upon being
phagocytized, the virulent V. tasmaniensis LGP32 strain causes
high levels of hemocyte cytotoxicity (16). To determine if he-
mocyte cytotoxicity is a common feature of V. tasmaniensis and
V. crassostreae, hemocytes were exposed to 4 virulent strains of
each species, as well as a closely related but nonvirulent strain as
a control (Fig. 1A). Only virulent strains induced hemocyte lysis
(Fig. 1B). Nonetheless, the V. crassostreae J2-9 strain induced he-
mocyte lysis significantly more rapidly than the V. tasmaniensis
LGP32 strain (Fig. 1C), Furthermore, treatment of hemocytes with
cytochalasin D, which inhibits phagocytosis, strongly reduced the
cytotoxicity of all V. tasmaniensis strains (RM-ANOVA P value <
0.001; Fig. 1B) but had no effect on V. crassostreae cytotoxicity. V.
crassostreae J2-9 secretion products alone were unable to induce
cytotoxicity (SI Appendix, Fig. S1), prompting us to ask whether
cellular contact was required for J2-9 to kill hemocytes. Transwell
experiments revealed that J2-9 cytotoxicity was significantly re-
duced in the absence of contact with hemocytes (RM-ANOVA P
value < 0.01; Fig. 1D). Thus, although both species have major lytic
effects on oyster hemocytes, their cytotoxicity is exerted through
different mechanisms.
Virulent Vibrios Escape Hemocyte Aggregation and Cause Systemic
Infection. To explore the pathogenesis of the virulent strains, we
compared their histopathological effects versus those of non-
virulent strains. Strains were first injected into oysters from the
same biparental family to reduce host genetic variability. Virulent
strains (V. tasmaniensis LGP32 and V. crassostreae J2-9) induced
mortality within 1 d and reached a plateau after 2–3 d (Fig. 2A).
No significant differences were observed in the kinetics and rate of
mortality induced by either of the strains, with ∼40% of oysters
surviving after 3 d (log-rank test, P = 0.802; Fig. 2A). No mortal-
ities were recorded in oysters injected with nonvirulent strains
(LMG20012T, J2-8; Fig. 2A). The similarity in virulence of the 2
strains was confirmed in 2 other families of oysters, suggesting that
virulence phenotypes do not depend on the genetic background of
the oysters (SI Appendix, Fig. S2).
Bacterial load and tissue damages were analyzed 8 h after
injection, before the first mortality occurred. Similar bacterial
loads were observed for virulent and nonvirulent vibrios, with 1
copy of the vibrio genome per 25–50 copies of the oyster genome
(SI Appendix, Table S1). However, localization of bacteria and
damages to oyster tissues differed markedly between virulent and
nonvirulent strains. Both virulent strains, LGP32 and J2-9,
spread between muscle fibers and caused tissue disorder with
loss of cellular integrity in the adductor muscle around the in-
jection site (Fig. 2B). Moreover, a systemic and massive coloni-
zation of the conjunctive tissue was observed around the kidney,
the digestive gland, the gonad, and under the basal lamina of the
gut (Fig. 2B). In contrast, the nonvirulent strains LMG20012T
and J2-8 did not cause any detectable tissue damage beyond the
lesion caused by the needle injection in the muscle. These strains
were not detected in histological sections or were restricted to
the needle path within the adductor muscle (Fig. 2B). Instead,
they were found in large hemocyte aggregates in the pericardial
cavity, and, for J2-8, the kidney, aggregates that were not ob-
served in oysters injected with virulent strains (Figs. 2B and 3A).
These cell aggregates are reminiscent of extracellular DNA traps
[referred to as Neutrophil extracellular traps (NETs) in mam-
mals], which can bind and neutralize pathogenic bacteria and
microorganisms, a defense mechanism conserved across species
and recently observed in mollusks (19). In oysters, such DNA
traps were shown to contain antimicrobial H1- and H5-like his-
tones active against vibrios (20). Thus, our data suggest that
virulent vibrios escape from hemocyte control and invade the
oyster conjunctive tissue, whereas nonvirulent vibrios are contained
within hemocyte aggregates, which we hypothesize prevent tissue
colonization and associated tissue damage. In vivo, both virulent
strains were highly cytotoxic to hemocytes. Indeed, V. crassostreae
J2-9, but not the nonvirulent J2-8 strain, caused significant damage
to circulating hemocytes within 8 h of oyster infection (Fig. 3B),
consistent with previous observations for V. tasmaniensis LGP32
(16). In histological sections, V. crassostreae J2-9 was mainly ob-
served outside hemocytes whereas V. tasmaniensis LGP32 and the
nonvirulent strains J2-8 and LMG20012T were observed to have
been heavily phagocytized (Fig. 3A). Therefore, our in vivo data
are consistent with the cell contact-dependent and phagocytosis-
dependent cytotoxicity observed in vitro for V. crassostreae and V.
tasmaniensis, respectively (Fig. 1).
Virulent Vibrios Bypass Host Defenses. The outcome of an infection
depends on a series of complex host and bacterial factors that
coordinate and fine-tune host–pathogen interactions (21, 22).
Herein, by implementing dual RNA-seq in an in vivo infection,
we were able to analyze the mechanisms underpinning coloni-
zation success by vibrios in pathological and nonpathological
contexts.
We focused on host responses by comparing the transcriptomes
of oysters injected with vibrios (virulent strains LGP32 or J2-9 or
nonvirulent strains LMG20012T or J2-8) versus that of mock-infected
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oysters (injected with sterile seawater). Oysters were killed 8 h after
the infection and before the onset of mortality. From 3 in-
dependent experimental infections of the same family of oysters,
we observed significant differential expression [false discovery
rate (FDR) < 0.05] for 331 host genes in response to vibrios
(Dataset S1). RNA-seq data were validated by qRT-PCR (cor-
relation R2 = 0.92; linear regression test, P < 0.001; SI Appendix,
Fig. S4).
All vibrios induced an immune response in oysters indepen-
dently of their virulence. Among the 331 genes differentially
expressed in response to vibrios, 129 responded similarly to all
strains (Fig. 4A), with 25.6% of them being involved in immunity
(Fig. 4B and Dataset S1). We observed an overrepresentation of
transcripts from 3 major immune signaling pathways, the in-
terleukin 17 (IL-17), tumor necrosis factor (TNF), and Toll-like
receptor (TLR) pathways (Dataset S1). This includes transcripts
homologous to TLR13 and TLR4, which have been shown to
recognize bacterial 23S ribosomal RNA and LPS, respectively, in
mammals (23, 24). IL-17 is also recognized as a key player in the
immune response of oysters against bacterial infections (25).
Consequently, all vibrio infections induced oyster antimicrobial
defenses mainly based on antimicrobial peptides (big defensins)
(26) (SI Appendix, Fig. S5), ROS (dual oxidase DUOX expression;
Dataset S1), and heavy metals (metallothioneins and zinc trans-
porters; Dataset S1). These antimicrobial functions are believed to
control bacterial infections in oysters (10, 16) and more generally
microbiome homeostasis across animal species (27, 28).
However, a set of shared antibacterial responses was specifi-
cally repressed in oysters infected by the virulent V. tasmaniensis
LGP32 and V. crassostreae J2-9 strains, suggesting a common
strategy of immune evasion. Overall, a much more extensive re-
sponse was induced against infection by virulent vibrios (132 differ-
entially expressed host genes) compared with that by nonvirulent
strains (20 differentially expressed host genes: Fig. 4A). This response
clustered according to vibrio virulence rather than their phylogenetic
relatedness (Fig. 4C). Host responses were similarly altered by both
virulent strains (57 genes; Fig. 4A) encompassing 4 main functional
categories: metabolism, cell proliferation and differentiation,
immunity, and extracellular remodeling (Fig. 4B and Dataset
S1). Immune genes involved in antibacterial defenses were repressed
(Dataset S1). These included the NADPH-mediated production
of ROS, C-type lectin-mediated antibacterial immunity, and
Deleted in Malignant Brain Tumors 1 (DMBT-1)-mediated muco-
sal immunity. We recently demonstrated the role that repression of
ROS in oyster hemocytes plays in survival of Vibrio tasmaniensis
(16). C-type lectin domain family 4 proteins, which display ag-
gregation and direct antibacterial properties in oysters (29), are
involved in the maintenance of microbiome homeostasis (30, 31).
The DMBT-1 mucosal fluid protein functions in mucosal im-
munity, involving bacterial recognition and countering invasion
(32), and has been shown to suppress the virulence of P. aeru-
ginosa (33). These antibacterial defenses may play a role in
controlling commensal bacteria, and their repression by virulent
vibrios likely represents an important strategy to bypass the host
defense mechanisms and avoid clearance.
Oyster responses to vibrios revealed the existence of virulence
mechanisms specific to each species. V. tasmaniensis LGP32 in-
fection was characterized by multiple specific host responses
(48 genes) falling into 5 main categories: metabolism, stress re-
sponse, cell proliferation and differentiation, metal homeostasis
(mainly induced genes), and extracellular matrix remodeling (both
induced and repressed genes; Fig. 4C and Dataset S1). The LGP32-
specific modulation of genes belonging to “cytoskeleton dynamics”
is consistent with the phagocytosis-mediated cytotoxicity of LGP32
(16). Likewise, specific induction of zinc transporters and met-
allothioneins revealed the involvement of “metal homeostasis” in
LGP32 pathogenesis (Fig. 4C and Dataset S1). On the contrary,
specific responses to V. crassostreae J2-9 (27 genes) mostly fell
Fig. 1. Species-specific mechanisms of cytotoxicity in V. crassostreae and V.
tasmaniensis. (A) Multilocus sequence typing tree of V. crassostreae and V.
tasmaniensis with closely related nonvirulent strains. The tree was recon-
structed with maximum-likelihood method from a concatenated alignment of
6 core genes (gyrB, hsp60, mreB, recA, rpoD, and topA) representing 10,626 sites.
Node support was assessed with 100 bootstrap replicates. The strain cytotoxicity,
which correlates with strain virulence (B), is indicated by a red circle, whereas
absence of these phenotypes is indicated by a green circle. A filled orange square
indicates the presence of the r5.7 gene, which encodes for a known virulence
factor. The effect of the presence of T6SS systems on the different replicons (1, on
chromosome 1; 2, on chromosome 2; P, on a plasmid) is indicated by a filled blue
square. (B–D) Cytotoxicity of vibrios on a monolayer of hemocytes was monitored
by the SYTOX Green assay for 15 h. Cells were infected with bacteria at a
multiplicity of infection (MOI) of 50:1. (B) Maximum cytotoxicity exerted by
V. tasmaniensis or V. crassostreae strains in the presence (gray bars) or absence
(back bars) of cytochalasin D, which was used as an inhibitor of phagocytosis.
Error bars represent the SD of the mean (RM-ANOVA, P < 0.001). All virulent
strains are cytotoxic. Cytotoxicity appears to be dependent on phagocytosis for
V. tasmaniensis virulent strains only. The cytotoxicity exerted by V. crassostreae
was found to be higher than that of V. tasmaniensis. (C) Time-course analysis
of cytotoxicity of J2-9 (black diamond), LGP32 (black circle), J2-8 (gray diamond),
and LMG20 012T (gray circle) strains. J2-9 cytotoxicity is faster than LGP32 cy-
totoxicity. J2-8 and LMG20 012T are noncytotoxic. The error bar represents the
SD of the mean (RM-ANOVA, P < 0.05). (D) Maximum cytotoxicity for J2-9 strain
was observed when in contact with hemocytes (black bars) vs. a Transwell plate
without hemocyte contact (gray bars). The contact between hemocytes and
vibrios is necessary for significant expression of J2-9 cytotoxicity. The error bar
represents the SD of the mean (RM-ANOVA, P < 0.01; SI Appendix, Fig. S1).
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into the “immunity” category, representing 33% of the specific
responses to J2-9 (Fig. 4 B and C). Immune genes were generally
repressed, particularly those encoding C1q domain-containing
(C1qDC) proteins (Dataset S1), a family of complement-related
proteins, which, in oysters, can serve as opsonins that enhance
vibrio phagocytosis (34). Their repression is consistent with the low
levels of phagocytosis of V. crassostreae J2-9 (Fig. 3A). Genes in the
category “cell signaling and adhesion” tended to be repressed by
intracellular LGP32, whereas they were induced by J2-9. Thus,
even though virulence appeared as the major criterion discrimi-
nating oyster responses to vibrios, specific signatures were also
observed in the host response to distinct Vibrio species.
Overall, our oyster transcriptomics analyses suggest that the
ability of virulent vibrios to escape hemocyte control and colonize
oysters does not rely on the escape from immune recognition but
rather on an active repression of a set of antibacterial defenses.
Moreover, we found that vibrio strategies to bypass host defenses
rely, at least in part, on a species-specific alteration of host responses.
Vibrio Gene Expression Support Species-Specific Virulence Mechanisms.
Global changes in bacterial gene expression can be monitored to
explore mechanisms driving colonization success during patho-
genesis. We used bacterial RNA-seq to analyze the transcriptomes
of virulent vibrios (LGP32 and J2-9) in infected oysters. V. tasmaniensis
LGP32 and V. crassostreae J2-9 showed substantial transcriptomic
reprogramming inside the host, with 46.7% (2,266 genes) and 50.1%
(2,815 genes) differentially expressed genes, respectively, compared
with time 0 (before injection; fold change ≥2, FDR < 0.05; Fig. 5A).
Overall within-host transcriptomes were comparable between the
2 virulent strains in terms of functional category distribution. A
Fig. 2. Virulent strains LGP32 and J2-9 colonize oyster connective tissues and cause damage to the adductor muscle (SI Appendix, Fig. S2). (A) Kaplan–Meier
survival curves were generated from a biparental family of juvenile oysters (Decipher family 14) injected with the virulent LGP32 or J2-9 or the nonvirulent
LMG20 012T or J2-8 (7.5 × 107 CFU per oyster). Mortalities were counted daily over 7 d in 2 tanks containing 20 oysters each. Only J2-9 and LGP32 induced
significant mortalities in oysters. (B) Tissue localization and histopathology of oysters infected with vibrios. Juvenile oysters were injected with 7.5 × 107 CFU
of GFP-expressing LGP32, GFP-expressing J2-9, GFP-expressing LMG20012T, or GFP-expressing J2-8. After 8 h, oyster tissues were fixed and stained with
hematoxylin. Vibrios were stained on histological sections with anti-GFP antibodies coupled to alkaline phosphatase (red staining). Photographs were taken
with a NanoZoomer scanner. Virulent vibrios J2-9 and LGP32 were found in the pericardial cavity and in the connective tissue surrounding the kidney, the gut,
the digestive gland, and the gonad (black arrow). Histological damage was observed in the adductor muscle near the site of injection, where virulent vibrios
were abundant (blue arrow). No histological damage was recorded in oysters infected with nonvirulent strains. J2-8 was controlled by hemocyte aggregates
in the muscle, the kidney, and the pericardial cavity, whereas LMG20012T was controlled by hemocyte aggregates in the pericardial cavity only (white arrow).
(Scale bar: 20 μm.)
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common group of orthologous genes differentially expressed during
oyster infection was identified, which encompassed 340 repressed
and 501 induced genes (Fig. 5 B and C and Dataset S2). Most
induced genes encoded proteins involved in “carbon compound
and carbohydrate utilization” and “amino acid transport and me-
tabolism” (Fig. 5C), reflecting a major metabolic shift in response
to the host as a new environment (35). “Defense mechanisms” and
“metal homeostasis” were also strongly induced in the Vibrio
species, particularly genes encoding efflux machineries (multidrug,
copper, and zinc transporters), siderophores, and iron uptake sys-
tems (Fig. 5C and Dataset S2). Therefore, gene expression of both
virulent strains in oyster is consistent with a competitive behavior
in a hostile environment that is poor in the essential iron but rich
in zinc, copper, and other antimicrobials (Fig. 4C and SI Appendix,
Fig. S4).
V. tasmaniensis LGP32 and V. crassostreae J2-9 also displayed
species-specific responses to colonization, which were mostly
clearly observed when considering the 200 most highly induced
genes of both strains (SI Appendix, Fig. S6). The V. tasmaniensis
LGP32 response was characterized by a strong induction of genes
involved in cell wall biogenesis, transport, regulation, and redox
homeostasis (SI Appendix, Fig. S6). This result is in agreement with
the known protective remodeling of vibrio membranes, and strong
induction of antioxidants inside the phagosomes of oyster hemocytes
(16, 17). Several adhesins, including mshM (VS_0329) and the type
IV pilin assembly protein pilB (VS_2548), were induced (Dataset
S3), which may favor LGP32 attachment to hemocytes and pro-
mote phagocytosis, as previously shown for the major adhesin
OmpU (15). Various expression patterns were observed for genes
encoding putative RTX toxins. For example, the gene VS_II0512
was highly expressed inside and outside the host whereas VS_1394
was induced during colonization (Dataset S3). Oyster colonization
had significant effects on the expression of genes encoding type
6 secretion systems (T6SS; reviewed in refs. 36–40) localized on the
first (T6SS1) and second (T6SS2) chromosomes in V. tasmaniensis.
T6SS is a multiprotein secretion system responsible for the trans-
port and delivery of toxins (effectors) into recipient cells (39). It
has been shown to contribute to pathogenicity toward plant and
animal cells as well as to take part in interbacterial competition.
T6SS2 genes were expressed only inside the host (Dataset S4),
whereas T6SS1 genes were highly expressed outside the host and
decreased to the levels of T6SS2 expression inside oysters (similar
numbers of normalized counts; Dataset S4). The high preinfection
expression levels of T6SS1 and the within-host expression of T6SS2
were confirmed over 24 h in oysters experimentally infected with
V. tasmaniensis LGP32 (SI Appendix, Fig. S7).
The response of V. crassostreae J2-9 to host colonization was
characterized by a strong induction of adhesion genes (SI Ap-
pendix, Fig. S7), including a type IV pilus cluster, further sup-
porting the role of attachment of the bacteria to the host target
cells during the infection process (Dataset S2). The r5.7 gene
(VCR9J2v1_730268) encoding an exported protein of unknown
function, which has been previously shown to be necessary for
virulence in V. crassostreae (12, 14), was one of the most highly
induced virulence genes in J2-9 inside the host (Dataset S3). A
number of genes encoding putative RTX toxins were highly expressed
outside and inside the host, whereas other toxins and toxin secretion
systems were expressed only inside the host (Dataset S3). In
particular, a NAD-arginine ADP ribosyltransferase (putative toxin,
VCR9J2v1_730029) and 2 toxin secretion membrane fusion pro-
teins (VCR9J2v1_740022, VCR9J2v1_740023) were expressed
only inside the host (Dataset S3). Genes encoding a T6SS, carried
by the virulence plasmid pGV1512 (11), were induced in oyster
(Dataset S4). Genes related to the mobile genetic elements (Fig.
5C), particularly those involved in conjugative transfer, were very
highly induced in J2-9 during oyster colonization (Dataset S2),
suggesting that horizontal gene transfer between infecting
V. crassostreae could occur during host colonization.
Taken together, cellular and molecular data highlight 2
strategies evolved by virulent vibrios in the Splendidus clade:
V. tasmaniensis acts as an intracellular pathogen that subverts
cellular functions and kills oyster phagocytes as part of its patho-
genic process, whereas V. crassostreae acts as an extracellular path-
ogen that uses cell contact-dependent cytotoxicity to overcome the
cellular defenses of its host. These results indicate that, within the
Splendidus clade, distinct virulent species have acquired the capacity
to compromise hemocyte functions to mount successful infections.
Species-Specific Virulence Converges to Impair Host Defenses. To
confirm our conclusions that V. tasmaniensis LGP32 and V.
crassostreae J2-9 use species-specific virulence determinants, we
sought to identify genes responsible for virulence and cytotoxicity
by using a gene knock-out approach. Candidate genes were se-
lected based on their high expression or induction levels upon
oyster colonization (Datasets S3 and S4). None of the mutants
showed impaired bacterial growth in culture media (SI Appendix,
Figs. S8A and S9A).
We knocked out potential adhesins and toxins. In V. tasma-
niensis LGP32, the inactivation of an adhesin (mshM, VS_0329),
a type IV pilin assembly protein pilB (VS_2548), and putative RTX
toxins (VS_II0512 andVS_1394) did not significantly attenuate virulence
in the experimental infection of oysters (SI Appendix, Fig. S8B).
Fig. 3. Virulent strains cause damage to hemocytes and escape hemocyte
aggregates in vivo. (A) Juvenile oysters were injected with 7.5 × 107 CFU of
GFP-expressing LGP32, GFP-expressing J2-9, GFP-expressing LMG20012T, or
GFP-expressing J2-8. After 8 h, oyster tissues were fixed and stained with
hematoxylin. Photographs of hemocytes were taken in histological sections
by using differential interference contrast (DIC) microscopy. Hemocytes and
vibrios appear in blue and red, respectively. J2-9 is present inside and outside
the hemocytes, whereas LGP32 and the nonvirulent vibrios are massively
phagocytized. Hemocyte aggregates are observed with nonvirulent vibrios
only. (Scale bar: 10 μm.) (B) Confocal microscopy of hemolymph collected
from animals infected with V. crassostreae J2-9 or the nonvirulent control J2-
8. Juvenile oysters were injected with 1.5 × 108 CFU of GFP-expressing vib-
rios. For each experimental condition, hemolymph was withdrawn from 5
oysters 2 h, 4 h, and 8 h after injection. Hemocytes were observed by con-
focal microscopy on Cyto-Spin glass slides after the staining of nuclei and
actin cytoskeleton with DAPI and phalloidin-TRITC, respectively. In oysters
injected with J2-9, J2-9 cells were often found associated with hemocyte lysis
(mostly observed at 4 h and 8 h; white arrow), which was absent in J2-8–injected
oysters at any time point. In contrast to J2-9, the nonvirulent J2-8 was massively
phagocytized at 2 h and 4 h, often inside hemocyte aggregates; it became al-
most undetectable in the oyster hemolymph at 8 h, whereas J2-9 was still pre-
sent (SI Appendix, Fig. S3). (Scale bar: 10 μm.) Similar observations of in vivo
hemocyte lysis have been recorded for LGP32 in a previous study (16).
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Similarly, in V. crassostreae J2-9, inactivation of a NAD-arginine
ADP ribosyltransferase (VCR9J2v1_730029) and a membrane
fusion protein involved in toxin secretion (VCR9J2v1_740022)
had no significant effect on virulence (SI Appendix, Fig. S9B).
We next examined the role of T6SS in both virulent strains, as
this secretion system expressed by LGP32 and J2-9 is well known
for the delivery of effectors (toxins) into recipient cells (39).
T6SS is encoded by cluster(s) of 15–20 genes that includes
components of a contractile nanomachine, as well as regulators
and effectors (36–40). The constituents of the phage-like sub-
assembly are required for T6SS function (SI Appendix, Fig. S10).
The VipA/B proteins act as a phage contractile sheath. The
hemolysin coregulated proteins (Hcp) form a tail-tube. The
valine-glycine repeat protein G (VgrG), a fusion of gp5 and gp27
phage-like domains, forms a cell-puncturing tip. Proteins from
the proline-alanine-alanine-arginine repeat (PAAR) superfamily
interact with VgrG, forming the canonical tip of the puncturing
device complex. Effectors can be delivered to the target cell as a
complex with VgrG/PAAR spikes or through the Hcp channel.
The C-terminal domains of several VgrG and PAAR proteins
(referred to as “evolved” VgrG or PAAR proteins) are predicted
to have various enzymatic activities toxic for prokaryotic and
eukaryotic cells.
In V. tasmaniensis LGP32, the constitutively expressed T6SS1
was identified in 3 other virulent strains of the species, but was
absent from the nonvirulent strain (Fig. 1A, SI Appendix, Fig.
S10, and Dataset S4). In all virulent strains, vgrG and paar-
encoded proteins do not contain C-terminal effector domains
(SI Appendix, Figs. S10–S12). However, all of them contain an
evpP ortholog (VS_2123 in LGP32), as revealed by searching for
potential T6SS effectors in a public database (http://db-mml.sjtu.
edu.cn/SecReT6/). In the intracellular pathogen Edwardsiella tarda,
evpP encodes a non-VgrG non-PAAR T6SS effector that is in-
volved in cell invasion (41) and inhibition of the host immune
response (42). Together these data suggest a role for T6SS1 in
V. tasmaniensis virulence.
As we predicted, inactivation of the T6SS1 vipA gene resulted
in a substantial loss of virulence in oyster experimental infections
and cytotoxicity toward oyster hemocytes (P < 0.01; Fig. 6). This
is reminiscent of the Burkholderia sp. T6SS5/T6SS1, which is
essential for virulence in the host (43). Thus, our data indicate
that the phagocytosis-dependent cytotoxicity of V. tasmaniensis
toward immune cells requires the intracellular secretion of T6SS1
cytotoxic effectors. Likewise, studies by Ma and Mekalanos
reported a role for the V. cholerae T6SS in inducing macrophage
death (44), whose activation required bacterial phagocytosis by the
Fig. 4. Vibrio virulence status dictates the oyster transcriptional responses to infection. Transcriptional responses of juvenile oysters (fulsib family Decipher
14) to virulent or nonvirulent strains of the Splendidus clade were compared. In 3 independent experiments, groups of 30 oysters were injected with 7.5 × 107
CFU of LGP32, LMG20012T, J2-9, J2-8, or sterile seawater (mock-infected oysters). RNA-seq was performed on pools of 30 oysters collected 8 h after injection
for each experiment under each condition. Transcriptomes of vibrio-infected oysters were compared with mock-infected oysters. RNA-seq results showed a
significant modulation of 331 genes (Benjamini–Hochberg procedure, which controls FDR, P < 0.05). (A) Venn diagram showing the number of modulated
genes in oysters injected with each vibrio strain. Virulent vibrios LGP32 and J2-9 induce a greater transcriptomic response than nonvirulent vibrios. (B)
Functional categories of differentially expressed genes. Histograms show the percentage of differentially expressed genes that respond similarly to all vibrio
infections, to virulent vibrios only (J2-9 and LGP32), or specifically to strains J2-9 and LGP32. Induced genes are shown in pink, and repressed genes are shown
in blue. (C) Heat map representing the mean of differential expression (log2 fold change) of genes significantly induced (red) or repressed (blue) in 3 in-
dependent experiments (DESeq2: FDR < 0.05). Data show that oyster transcriptomes cluster according to vibrio virulence status. SI Appendix, Fig. S5 provides
antimicrobial peptide expression (Dataset S1).
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host cells (45). Together, these examples indicate that phagocytes
are a natural target for T6SS in Vibrio species. They demonstrate
that T6SS functions to repress immune defenses in different hosts
during critical intracellular stages of infection. Like in other Gram-
negative bacteria adopting intracellular stages, we show here that
T6SS plays a critical role in the success of vibrio infections (42, 43).
T6SS2 in V. tasmaniensis LGP32 was induced upon oyster col-
onization and reached maximum expression in dead oysters (SI
Appendix, Fig. S7). However, this T6SS2 is absent from 2 other V.
tasmaniensis virulent strains (J5-9 and J0-13; Fig. 1A and Dataset
S4). Inactivation of T6SS2 did not alter LGP32 virulence and
cytotoxicity (Fig. 6), indicating that it does not have a direct effect
on host–pathogen interactions. Closer examination of the
T6SS2 gene cluster revealed the absence of an evolved vgrG gene
and the lack of a paar gene in proximity to vgrG. However, 7 genes
encoding PAAR proteins and putative AHH endonucleases were
present in tandem in a proximal region of the T6SS2 (SI Appendix,
Figs. S10B and S11). This suggests that T6SS2 may play a role in
interbacterial competition during colonization of oyster tissues, as
shown for V. fischeri in its mutualistic association with squid (46). It
could also be needed to exploit host resources after host death.
In V. crassostreae J2-9, the single T6SS was induced upon host
colonization. This T6SS, carried by the plasmid pGV1512, is
present in all V. crassostreae virulent strains (Fig. 1A and Dataset
S4). As the encoded PAAR and VgrG proteins lack C-terminal
effector domains (SI Appendix, Figs. S10 and S11), and because
we were unable to identify any putative T6SS effector, the
function of T6SS in V. crassostreae cannot presently be predicted.
Even though it has previously been demonstrated that pGV1512 is
necessary for J2-9 virulence (11), we did not observe any alteration
in the cytotoxicity of J2-9 upon the loss of pGV1512 (Fig. 6B).
Therefore, we have no evidence that T6SS could be involved in
V. crassostreae cytotoxicity toward oyster hemocytes. Instead, one
of the most highly induced J2-9 virulence genes inside the host, r5.7
(Mage VCR9J2v1_730268; GenBank accession no. WP_048663858.1),
was demonstrated to be necessary for cytotoxicity (P < 0.001;
Fig. 6), and was also required for cytotoxicity in V. crassostreae
strain J5-5 (SI Appendix, Fig. S13). Previous work has shown that
R5.7 alone is not toxic toward oysters and suggested that the
protein interacts with the external surface of Vibrio and/or its
cellular targets in oysters (12). r5.7 is a virulence gene widely
distributed across the Splendidus clade, and we show here that it
is a key determinant of V. crassostreae cell contact-dependent cy-
totoxicity to hemocytes, yet has been lost in V. tasmaniensis species.
Thus, our results show that, in virulent species of the Splendidus
clade in which the ancestral virulence gene r5.7 has been lost, other
mechanisms have been acquired (T6SS1 in V. tasmaniensis) that
specifically target immune cells through cytotoxic mechanisms that
enable successful host colonization.
Conclusion
Although cytotoxicity is widespread among Vibrio species path-
ogenic for humans and animals and is known to be important in
disease progression, it has not been clearly associated with immune
repression. Here, we demonstrate that the fate of vibrio infections
in oysters, a natural host for marine Vibrio species, is determined
by the specific mechanisms that have evolved in virulent strains to
induce cytotoxicity. These mechanisms impair the host cellular defenses
that normally prevent vibrios from causing systemic colonization
of host tissues. Cytotoxicity toward immune cells was shown to be
Fig. 5. Responses to host-imposed stresses revealed by within-host bacterial RNA-seq. Within-host transcriptomes of V. tasmaniensis LGP32 and V. cras-
sostreae J2-9 (8 h after infection) were compared with bacterial transcriptomes before the infection (controls) in 3 independent experiments. Only those
genes whose expression varied significantly by more than 2-fold were considered. (A) Number of bacterial genes significantly induced and repressed during
host colonization. The proportion of differentially expressed genes over the entire transcriptome of LGP32 and J2-9 is given as a percentage of the total
number of genes for each genome. Approximately half of the total bacterial transcriptome is altered during host colonization. Repressed and induced genes
are showed in blue and purple, respectively. (B) Venn diagram showing the core response of pathogens during colonization (340 repressed genes and
501 induced genes, not including genes with an unknown function). The diagram was built on common orthologous genes differentially expressed upon host
colonization in J2-9 and LGP32. (C) Functional distribution of the bacterial genes during LGP32 and J2-9 colonization process (genes without annotated
function were not included; SI Appendix, Figs. S6 and S7 and Dataset S2).
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dependent on distinct molecular determinants present in V. crassos-
treae and V. tasmaniensis, and other virulent species of Vibrio
have been shown to be equipped with different specific virulence
mechanisms. For example, in the Splendidus clade, MARTX toxins
are found exclusively in V. splendidus and are necessary for virulence
toward oysters (12). In more distant species from the Anguillarum
clade, Vibrio aestuarianus uses a metalloprotease to evade hemo-
cyte control (47, 48) and cause septicemia in oysters (49). Thus,
Vibrio species that are pathogenic for oysters have evolved a diverse
array of molecular mechanisms that all converge on the attenuation of
the cellular defenses of their host, enabling subsequent tissue coloni-
zation (Fig. 7). As these mechanisms have been acquired indepen-
dently during evolution in diverse species pathogenic for oysters, they
could be a good indicator of the adaptation of these pathogenic
species to oysters as a niche (50). Beyond oyster pathogens, a
specific mechanism of phagocyte targeting has also been reported in
V. cholerae (45). We believe more attention should be paid to Vibrio
cytotoxicity in repressing host immunity, as this may be an insuffi-
ciently explored determinant of infection outcomes in metazoan
hosts.
Materials and Methods
Strains, Plasmids, and Primers. All strains, plasmids and primers used or
constructed in the present study are described in SI Appendix, SI Materials
and Methods and Tables S6–S8.
Animals. C. gigas diploid oyster spat were used from 3 families of siblings
(Decipher 1, 14, and 15) (10), and a batch of standardized Ifremer spats (NSI)
were produced from a pool of 120 genitors (51). Spats were used for experi-
mental infections and dual RNA-seq. Adults produced from a pool of 120
genitors (ASI) were used to collect hemolymph for cytotoxicity assays (SI Appendix,
SI Materials and Methods).
Experimental Infections. Experimental infections were performed at 20 °C as
in ref. 52 by injection at 7.5 × 107 CFU into oyster adductor muscle (details in
SI Appendix, SI Materials and Methods). Statistical analyses were performed
by using a nonparametric Kaplan–Meier test to estimate log-rank values for
comparing conditions (GraphPad Prism 6).
Molecular Microbiology. Vibrio isolates were cultured as described in SI Ap-
pendix, SI Materials and Methods. Conjugation between Escherichia coli and
Vibrio were performed at 30 °C as described previously (53). To label the
strains with a fluorochrome, gfp gene was cloned in Apa1/Xho1 sites of the
pMRB plasmid known to be stable in Vibrio spp. (54), resulting in a constitutive
expression from a Plac promoter. Gene inactivation was performed by cloning
approximately 500 bp of the target gene in pSW23T (55) and selecting on Cm
the suicide plasmid integration obtained by a single recombination (56). Mutants
were screened for insertion of the suicide vector by PCR by using external primers
flanking the different targeted genes (SI Appendix, Table S2).
Histology. Spats (1.5–2 cm) were injected with 7.5 × 107 CFU of GFP-expressing
LGP32, J2-9, LMG20 012T, or J2-8. Noninjected oysters were used as controls.
Spats were kept in seawater tanks at 20 °C, sampled, and fixed 8 h after
injection. Histological sectioning was performed at HISTALIM (Montpellier,
France). Longitudinal sections were immunostained with an anti-GFP primary
antibody coupled to alkaline phosphatase (Abcam). Sections and hemocytes
were observed as described in SI Appendix, SI Materials and Methods.
In Vitro Cytotoxicity Assays. Cytotoxicity of vibrios was measured on hemocyte
monolayers according to procedures described in SI Appendix, SI Materials
and Methods. Statistical analysis was performed by using RM-ANOVA.
Confocal Microscopy of Interaction Between Hemocytes and Vibrios in Vivo.
Oysters were injected with 1.5 × 108 CFU of GFP-expressing vibrios (J2-8 or J2-9)
a priori washed and resuspended in sterile seawater. Control oysters received
an injection of an equal volume of sterile seawater. For each experimental
condition, hemolymph was collected from 5 oysters at 2 h, 4 h, and 8 h after
injection. Samples were fixed with 4% paraformaldehyde and stained with
DAPI and Phalloidin-TRITC and observed by confocal microscopy as described
in SI Appendix, SI Materials and Methods.
Dual RNA-Seq Experiments. 3 independent experimental infections were
performed. For every experiment, 150 oysters (30 animals per condition) were
injected with bacteria (107 CFU of LGP32, LMG20012T, J2-9, or J2-8) or sterile
seawater (mock-infected oysters). In addition, both bacterial suspensions
and 30 nontreated oysters were collected at time 0. For every experimental
Fig. 7. Impairment of oyster cellular immunity as a common strategy of
immune evasion in vibrios. Virulent strains of the species V. tasmaniensis and
V. crassostreae exert cytotoxic activity toward immune cells. They thereby
repress key cellular defenses, gain access to the conjunctive tissues, and cause
systemic infection. In V. crassostreae, cytotoxicity is a rapid, contact-dependent
phenotype that requires the R5.7 virulence factor, which is strongly induced
inside the host. In V. tasmaniensis,which behaves as an intracellular pathogen,
cytotoxicity is phagocytosis-dependent and requires the intracellular action of
a constitutively expressed type 6 secretion system present on chromosome I. In
contrast to virulent strains, nonvirulent strains of both species are controlled by
hemocyte clumps in the hemolymph compartment, preventing them from
causing systemic infection. We conclude that the outcome of the infection
depends on independently evolved molecular determinants that impair oyster
cellular defenses as a strategy of immune evasion.
Fig. 6. Species-specific virulence factors are needed for immune cell lysis. (A)
Virulence of V. crassostreae (Upper) and V. tasmaniensis (Lower) isogenic
mutants was assessed by intramuscular injection of juvenile oysters. Mortal-
ities were recorded at day 1. Data are expressed as percentage of mortality
induced by the wild-type strains. (B) Cytotoxicity of vibrio isogenic mutants
lacking virulence genes was determined on monolayers of hemocytes and
monitored by the SYTOX Green assay. Cells were infected with bacteria at an
MOI of 50:1. Maximum cytotoxicity displayed by vibrios is shown here. Error
bars represent the SD of the mean (RM-ANOVA, P < 0.001; SI Appendix, Figs.
S8 and S9).
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condition, 30 oysters were then sampled 8 h after injection (i.e., before mor-
tality occurred) before RNA extraction (SI Appendix, SI Materials and Meth-
ods). For oyster RNA-seq, library construction and sequencing were performed
on polyadenylated mRNAs by Fasteris (Geneva, Switzerland; https://
www.fasteris.com). Directional cDNA libraries were constructed and se-
quenced on an Illumina HiSeq system in paired-end reads of 2 × 75 bp. For
bacterial RNA-seq, total RNA obtained from oyster tissues was used to prepare
non–rRNA-bacterial RNA enriched libraries. After polyadenylated mRNAs (i.e.,
host mRNAs) were removed by using a MICROBEnrich Kit (Ambion), cDNA-
oriented sequencing libraries were prepared starting from 100 ng enriched
RNA by using an Ovation Universal RNA-Seq System kit (NuGEN). Library
construction included a depletion step of abundant, nondesired sequences by
using a Nugen-customized mixture of primers complementary to RNA se-
quences to be depleted, viz. oyster nuclear, mitochondrial, and ribosomal and
bacterial ribosomal RNA sequences. The libraries were quantified by DeNovix
dsDNA Broad Range Assay (DeNovix), and the quality was monitored by using
an Agilent High Sensitivity DNA kit (Agilent Technologies). For each condition,
3 biological replicate libraries were prepared. Libraries were sequenced in
paired-end mode (2 × 150 bp) by Fasteris on an Illumina HiSeq 4000 system to
obtain ∼100 million reads per sample per run.
Oyster Transcriptome Analysis. Data were treated using the galaxy instance of
the IHPE laboratory (57). Phred quality scores were checked by using the FastX
toolkit galaxy interface (http://hannonlab.cshl.edu/fastx_toolkit/) and were
greater than 26 for more than 90% of the read length for all of the se-
quences. All of the reads were thus kept for subsequent analyses. Mapping
to the C. gigas reference genome [assembly version V9 (58)] was performed
by using RNA STAR (Galaxy version 2.4.0d-2; ref. 59). HTSeq-count was used
to count the number of reads overlapping annotated genes (mode Union;
Galaxy Version v0.6.1) (60). The resulting files were used as input to de-
termine differential expression for each feature between oysters injected with
vibrios and mock-infected oysters by using DESeq2 (61). Fold changes in gene
expression between test animals and controls were considered significant when
the adjusted P value (Padj) for multiple testing with the Benjamini–Hochberg
procedure, which controls FDR, was <0.05. The same threshold was applied
to fold changes in gene expression between mock-infected oysters and naïve
controls. As genes for C. gigas antimicrobial peptides (AMPs) are not annotated in
the C. gigas reference genome (assembly version V9; ref. 58), read counts for all
AMPs were obtained by alignment to an in-house database of AMP protein se-
quences by using DIAMOND 0.7.9 (62) as described in SI Appendix, SI Materials
and Methods. Oyster RNA-seq data have been made available through the
SRA database (BioProject accession no. PRJNA515169) under SRA accession
nos. SRR8551076–SRR8551093 (63).
Vibrio Transcriptome Analysis. Raw Illumina sequencing reads were trimmed by
Trimmomatic in paired-endmode (64) to remove sequences corresponding to the
NuGEN-provided adapters, clipping part of reads having a quality score of below
20, and dropping reads of less than 36 nt. The 2 resulting files were used as input
for Bowtie2 (65) to align the reads on V. tasmaniensis LGP32 or V. crassostreae
J2-9 genome, respectively (SI Appendix, SI Materials and Methods). As the rate
of read alignment on the bacterial genome was ∼2% for vibrios in oyster tis-
sues, as opposed to >98% for the in vitro grown bacteria, we introduced a random
down-sampling step of the aligned reads (http://broadinstitute.github.io/picard/
command-line-overview.html#DownsampleSam; SI Appendix, SI Materials and
Methods). Counts for each annotated feature (CDS + sRNAs) of V. tasmaniensis
LGP32 or V. crassostreae J2-9 were then computed by using featureCounts (66).
Differential expression was determined for each feature between oysters in-
jected with vibrios and vibrios grown in vitro by DESeq2 (61). Genes were con-
sidered as differentially expressed between tested conditions and controls when
jlog2(fold change)j was ≥1 and Padj for multiple testing with the Benjamini–
Hochberg procedure was <0.05. Bacterial RNA-seq data have been made avail-
able through the SRA database: BioProject accession no. PRJNA521688 under
SRA accession nos. SRR8567597–SRR8567602 (V. crassostreae J2-9) (67) and Bio-
Project accession no. PRJNA521693 under SRA accession nos. SRR8573808–
SRR8573813 (V. tasmaniensis LGP32) (68).
Functional Gene Ontology Annotations. For oyster genes, Blastx (69) comparison
against NR database was performed for each set of genes with a maximum
number of target hits of 20 and a minimal e-value of 0.001. XML blast result
files were loaded onto Blast2GO (70) for GO mapping and annotation of the
B2G database. Functional categories corresponding to significantly modulated
genes (331 genes) were then determined manually; this was supported by
background literature review. A heat map of the mean of log2 fold change in 3
independent experiments was then generated by using cluster 3.0 (http://
bonsai.hgc.jp/∼mdehoon/software/cluster/software.htm). For bacterial genes,
annotations of differentially expressed genes (fold change ≥ 2 and Padj ≤ 0.05)
were manually curated by using the MicroScope platform (71) and the MetaCyc
database (72). Based on these curated annotations, each gene was assigned to 1
of 32 functional categories (the list of categories is provided in Fig. 5 and SI
Appendix, Fig. S6). The MicroScope tools were used to compare genomes based
on sequence and synteny conservation (SI Appendix, SI Materials and Methods).
RT-qPCR. RT-qPCR was performed on the same RNA samples as those used for
deep sequencing to validate RNA-seq data (SI Appendix, Fig. S4) or on
specific RNA samples to monitor the time course of bacterial gene expression
in oysters (SI Appendix, Fig. S7). cDNA synthesis and real-time qPCR were
performed as described in SI Appendix, SI Materials and Methods.
Specific Vibrio Quantification by qPCR. Genomic DNA was extracted with the
DNA kit Promega (Wizard SV Genomic DNA Purification System) on the same
oyster samples used for RNA-seq. Real-time qPCR was used to amplify
monocopy genes from specific vibrio genomes (SI Appendix, Table S2). To
quantify oyster genomes, Cg-BPI (GenBank accession no. AY165040) primers
were used (SI Appendix, Table S2). The vibrio charge in oyster tissues was
calculated as a number of vibrio genome copies per number of oyster ge-
nome copy (SI Appendix, SI Material and Methods).
Vibrio Genome Sequencing and Assembly. Genomic DNA for J0-13, J5-13, and
J5-9 was sequenced at the Bioenvironment platform (University of Perpignan,
Cemeb) by using a NextSeq 550 instrument resulting in ∼100-fold coverage (SI
Appendix, SI Material and Methods). Reads were assembled de novo by using
Spades software. Computational prediction of coding sequences together with
functional assignments was performed by using the automated annotation
pipeline implemented in the MicroScope platform (73). The genome se-
quences of V. tasmaniensis J0-13, J5-13, and J5-9 were deposited in GenBank
(BioProject accession no. PRJNA520819, nucleotide accession nos. SEOP00000000
(J0-13), SESM00000000 (J5-13), and SESL00000000 (J5-9) (74). The genome se-
quence of LMG20012T was given the BioProject accession no. PRJNA542263,
nucleotide accession no. VARQ00000000 (75). Other Vibrio genomes presented
in this study were previously deposited under the following accession numbers:
J2-8 (PRJEB5890), J2-9 (PRJEB5876), J5-4 (PRJEB5877), LGP8 (PRJEB5884), J5-20
(PRJEB5882), and LGP32 (PRJEA32815).
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